The use of nanoprobes such as gold, silver, silica or iron-oxide nanoparticles as detection reagents in bioanalytical assays can enable high sensitivity and convenient colorimetric readout. However, high densities of nanoparticles are typically needed for detection. The available synthesis-based enhancement protocols are either limited to gold and silver nanoparticles or rely on precise enzymatic control and optimization.
Introduction
The use of nanomaterials such as gold nanoparticles (AuNPs) or iron oxide nanoparticles (IONPs) has allowed the applications in biosensing with improved sensitivity and versatility. 1 The plethora of methods developed for the decoration of the surface of nanoparticles with various ligands, as to take advantage of their high surface to volume ratio, have enabled the design of sensors with improved sensitivity. 2 Nevertheless, a biosensing tool is dependent on the number of nanoprobes required to achieve a detectable signal. For example, in the case of 40 nm AuNPs, to acquire a signal through UV-vis spectroscopy, approximately 90 × 10 6 nanoprobes is required in order to effectively detect the target of interest. 3 This nanoprobe density limitation can be circumvented through the use of signal amplification. Such strategies 4 can be based on interparticle aggregation or agglomeration, where the density of initial nanoprobes is increased by accumulating a second set of nanoprobes upon the first. 5 Increasing the number of nanoparticles at a given location on a sensor surface allows visual or UV-vis signal acquisition. However, the sensitivity of the assay will be inherently linked to the targeting capacity of the second set of nanoparticles towards the initial set of nanoprobes. Other strategies rely on the staining of either gold and silver nanoprobes. 6, 7 The staining is achieved through the reduction of silver ions onto the surface of the nanoparticles, enabling a visual or UV-vis detection. 8 These methods enhance the signal of existing gold or silver nanoprobes by potentiating the surface resonance plasmon signal, not depending on secondary targeting events as in interparticle agglomeration methods. However, silver staining methods have only been reported with use of gold or silver nanoprobes. 8, 9 In 2005, Zayats et al. 10 reported the reduction of Au ions onto the surface of gold nanoprobes to increase the surface plasmon resonance signal.
In this enzyme-dependent work, hydrogen peroxide was generated by glucose oxidase catalysis and together with cetyltrimethylammonium chloride allowed the reduction of chloroauric acid.
More recently Wang et al. reported an enhancement method where a gold layer is produced on the surface of existing nanoprobes. 11 These enlarged nanoprobes displayed peroxidase-like catalytic activity against the substrate 3′,5,5′-tetramethylbenzidine (TMB) enabling the visualization of a bright blue color by naked eye.
promoting the rapid chloroauric reduction and yielding AuNPs with ill-defined morphologies responsible for a blue/purple color. The concentration of hydrogen peroxide, determined by the activity of catalase, was shown to be correlated to the concentration of the analyte of interest. The need for a catalase-modified secondary antibody and the control of the conditions of the catalytic activity are two factors that hinder the universality of this method. Moreover, the formation of gold clusters, independent of the existing AuNPs, may introduce background noise issues to the amplification strategy.
The above-mentioned techniques, as well several others 13, 14, 15 , have made it possible for nanoprobe-based biosensors to achieve limits of detection on par with traditional techniques.
Here, a novel gold enhancement method is demonstrated, where the signal of an existing nanoprobe is amplified by potentiating or introducing a surface plasmon resonance signal. After the detection is carried out with the use of gold, silver, silica or iron oxide nanoparticles, the sensor is allowed to incubate with a solution of a mixture of hydrogen peroxide and chloroauric acid in 2-(N-Morpholino)ethanesulfonic acid (MES) pH 6 buffer. The concentrations of the components in the enhancement solution were optimized to favor the deposition of Au 0 on the surface of existing nanoprobes. For all studied nanoprobe types, i.e. AuNPs, silver nanoparticles (AgNPs), silica nanoparticles (SiNPs) and IONPs, the formation of an ill-defined layer yielded or augmented the scattering of light which resulted in a detectable or increased visible signal. A signal increase with a 100-fold amplification factor was achieved for nanoprobes in paper and glass-based microarrays and the process takes less than 5 min to acquire a signal. The signal acquisition could be done by naked eye, UV-vis spectroscopy or imaging low-end tools such as a digital camera or a table-top scanner. Moreover, it was demonstrated that this enhancement protocol can be readily applied in a commercially available allergy diagnostic assay without requiring specific optimization.
Enhancement solution preparation:
1. Prepare a 10 mM MES pH 6 buffer by suspending MES sodium salt in deionized water. Adjust the pH to 6 using a 4 M NaOH solution. 
Nanoparticles preparation:
1. Prepare 40 nm AuNPs as described by Bastús et al. 16 Briefly, inject 1 mL of aqueous 25 mM HAuCl 4 precursor into a boiling solution of 2.2 mM sodium citrate (149 mL). Wait until a red-wine color is observed. Use this solution of nanoparticles as seeds for seed-growth steps. 2. At 90 °C, inject 1 mL of 60 mM sodium citrate followed by 1 mL of 25 mM HAuCl 4 into the seed containing solution. After 30 min, the reaction is complete. Repeat the seed-growth step five times until 40 nm nanoparticles are obtained, as described by Bastús et al. 16 3. Measure the UV-vis absorbance of the final solution of nanoparticles for determining the size of the nanoparticles. 17 Alternatively, transmission electron micrographs (TEM) can be acquired and used for determining the size of the nanoparticles. 4. Prepare 90 nm AgNPs as described by Rivero et al. 18 Briefly, add dimethylaminoborane (DMAB) to a vigorously stirred solution of poly(acrylic acid, sodium salt) (PAA) and AgNO 3 . The final volume of the solution is 50 mL and the final concentration of DMAB, PAA and AgNO 3 are 1.6 mM, 10 mM and 3.33 mM, respectively. NOTE: 100 nm IONPs modified with carboxyl groups and 50 nm SiNPs modified with carboxyl groups were purchased. 5. Functionalize the AuNPs with antibodies following the protocol described by Puertas et al. 19 Briefly, add 1 mg of COOH-PEG-SH (5000
) to a solution of 1.2x10 -9 M AuNPs (10 optical density, OD). Adjust the pH to 12 with a solution of 4 M NaOH.
1. Let the solution incubate overnight, at room temperature (~22 °C), under mild stirring conditions. 2. Remove the excess of PEG by centrifuging the solution at 13800 x g for 15 min. 3. Resuspend the pellet with 500 μL of deionized water. 4. Incubate the PEG-modified AuNPs with 5 μmol of N-(3-Dimethylaminopropyl)-N'-ethylcarbodiimide hydrochloride (EDC) and 7.5 μmol of N-hydroxysulfosuccinimide sodium salt (sulfo-NHS) in 10 mM MES pH 6 buffer for 30 min at 37 °C. 5. Remove the excess of EDC and sulfo-NHS by centrifuging the solution at 13800 x g for 5 min. 6. Resuspend the pellet in 500 µL of 10 mM MES pH 6 buffer and add 100 g·mL -1 of antibody. Let the solution incubate for 2 h at 37 °C.
7. Remove the excess of antibody by centrifuging the solution at 13800 x g for 10 min twice and resuspend the pellet in 500 μL of 10 mM sodium phosphate pH 7.5, 0.3 M NaCl buffer. Let the solution incubate for 30 min at 37 °C. 8. Remove the unspecific bound antibody by centrifuging the solution at 13800 x g for 10 min twice and resuspend the pellet in 500 μL of 1% bovine serum albumin (BSA) in 10 mM MES pH 6 buffer. Incubate the samples at 4 °C overnight. 9. Wash the excess of BSA by centrifuging the solution at 13800 x g for 10 min twice, and resuspending the pellet in 500 μL of 10 mM MES pH 6 buffer. 10. Follow the steps 2.5.1 through 2.5.9 for the modification of 5 M AgNPs, 0.5 mg of IONPS and 0.5 mg of SiNPs with antibody, adjusting the quantities of EDC and sulfo-NHS accordingly. 3. Let the microarrays dry at room temperature (~22 °C) for 30 min and scan them in a flatbed scanner at a 4800-dpi resolution. Save the images as 24-bit color TIFF files.
Reference commercial glass-based assays:
1. Incubate two glass slides for 120 min for detection of allergen components with 4 different human serum samples at room temperature. 2. Rinse the microarrays with deionized water. 3. Incubate one slide with a fluorescent-conjugated anti-human IgE antibody at room temperature (~22°C) for 30 min. Incubate the second slide with anti-human IgE antibody-modified AuNPs for 30 min at room temperature. 4. Rinse the microarrays with deionized water. 5. Measure the fluorescence intensity of the microarray that was incubated with the fluorescent anti-human IgE antibody with a laser scanning apparatus. Digitalize the microarray that was incubated with the anti-human IgE antibody-modified AuNPs with a table-top scanner for colorimetric signal acquisition. 6. After digitalization, incubate the microarray with the enhancement solution at room temperature (~22°C) for 5 min. 7. Rinse the sensor with deionized water and allow it to dry for 10 min at room temperature (~22 °C). 8. Digitalize the microarray with a table-top scanner at a 4800-dpi resolution for colorimetric signal acquisition. Save the images as 16-bit grayscale TIFF files.
Microarray incubation with enhancement solution:
1. Pre-mix the same amount of solution 1 and solution 2 or mix them directly on the surface of the sensor, and ensure that the area of interest on the microarray is covered with the mixture of solution. 2. Let the sensor incubate at room temperature with the enhancement solution for up to 5 min. Longer incubation time can yield improved sensitivities as well as higher noise/signal ratio, especially for paper-based microarrays. 3. Wash the microarray by submerging it in deionized water once for 5 s. Leave it to dry at room temperature.
NOTE: The time of the drying step depends on the material of the microarray. For a paper-based microarray, the drying step requires approximately 30 min. For a glass-based microarray, the drying step requires approximately 5-10 min.
Imaging analysis:
1. Analyze the fluorescence intensities with software tool. Consider all results that are equal or greater than 0.3 Isac Standardize Units (ISU), following the directions of use (DfU) of the sensor manufacturer. 2. Analyze the colorimetric intensities using a software tool. Invert the image files, measure the intensity of each spot and calculate the mean pixel intensity. Use the values of the triplicate spots to calculate the final signal value as a mean of the three mean spot pixel intensities. IgG-AgNPs 9.10E-01 9.60E-01
IgG-IONPs 9.17E-01 9.30E-01
IgG-SiNPs -8.50E-01 Table 1 . R 2 values for detection of protein G, prior and after enhancement, using different sets of nanoparticles. The R 2 values were obtained after correlating the intensity of the spots with the concentration of analyte measured.
Discussion
Currently, signal enhancement techniques for assays with nanoprobe-based detection are either enzyme-based 12 , require a second set of nanoparticles to target the detection nanoprobes 21 or, in the case of staining techniques, are limited to the use of AuNPs or AgNPs as detection probes. 22 Here, a simple, rapid and enzyme-free method is described for signal enhancement of nanoprobe detection-based assays. With this method, it was possible to enhance the colorimetric signal provided by 4 types of nanoprobes: AuNPs, AgNPs, IONPs and SiNPs.
The observed amplification factor for each set of nanoprobes was of 100-fold, except for the SiNPs where quantification of the enhancement factor was not possible due to lack of pre-enhancement signals. This enhancement factor suggests that the efficiency of the protocol is similar across all types of nanoprobes. Moreover, when the enhancement protocol was carried out on a paper support where a dilution series of a stock AuNPs suspension was printed, it was observed a 10000-fold amplification factor. Previous to enhancement, the visible spots with the lowest number of AuNPs were where approximately 10000 nanoparticles were printed, after enhancement the spots harboring less than 10 nanoparticles became visible. Further analysis of the results has shown that the enhancement method does not interfere with the quantitative analysis of the biosensor. A linear correlation between the intensity observed and the concentration of the analyte was maintained ( Table 1 ). The data obtained for 4 precharacterized clinical samples using the glass-based allergen component microarray immunoassay, with standard fluorescence detection and colorimetric detection, showed a good concordance between the two detection methods. Comparing the mean fluorescence intensity (MFI) and the mean colorimetric intensity (MCI), an average R 2 = 0.79 +/-0.08 was obtained when the data is 10-logged on both axes. This experiment showed that the enhancement method can be applied to a commercial kit if it uses the nanoprobes for detection or can be adapted for nanoprobe-based detection.
The enhancement method efficacy relies on two critical aspects. It is important to assure that the mixture of solution 1 and solution 2 is homogenous. Without a homogenous mixture, the sensor will be in contact with fractions of the enhancement solution where solution 1 or 2 is predominant relative to the other. That will reduce the efficiency of the reduction of Au 3+ to Au 0 , thus damaging the efficiency of the enhancement. It is also important to have the entire area of interest of the microarray in contact with the enhancement solution during the incubation period.
To achieve ultrasensitive enhancement of a signal, a longer incubation time (approximately 5 min) with the enhancement solution will be required. To avoid the development of background noise that can interfere with the signal acquisition, the microarray surface should be previously blocked (e.g. BSA, PEG) to prevent rapid unspecific deposition of Au 0 and consequent formation of a gold layer.
A limitation to the enhancement method is the intrinsic efficacy of the assay. The assay requires having negative and positive controls as to ensure that the signal enhancement observed can be attributed to true-positive results. If there is a non-specific interaction of the nanoprobes with the target, signals acquired after enhancement will not be valid.
Other enhancement techniques are based on either nanoparticle aggregation or staining of the nanoparticles with a material that allows improved signal acquisition. By promoting the gathering of the number of nanoparticles at the detection site, the signal acquisition will be possible either visually or UV-Vis measurements. 5 These signal enhancement techniques rely on a two-step detection system, the initial detection of the analyte of interest and a second step where the reporter is required to bind to the initial detection construct. Such strategies lack universality due to the requirement of specific enhancement protocol optimization for each type of assay.
The staining enhancement techniques, such as silver staining, much like the protocol here presented, allow the direct enhancement of the signal detection constructs. However, unlike the protocol that is shown here, silver staining has only been shown to be applied to either AuNPs or AgNPs. 6, 7, 8, 9 The applicability of this method could likely span any assay that uses AuNPs, AgNPs, IONPs or SiNPs as detection agents. Further work is being carried out to study the application of the method in sensors consisting of other materials.
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